. Overview of Pro-cleaving protease families together with their domain structure, size, optimal pH and cleavage specificity. Supplementary Figures 1-13 3 Fig. S2 . Autolytic processing and activation of recombinant neprosin under acidic condition. The purified recombinant hisMBP-neprosin (rMBP-Npr1) fusion protein was incubated in 100mM
Gly-HCl pH2.5 at 37 o C for the indicated number of days (lanes 1-4). Digests were conducted with enzyme incubated for a minimum of 7 days. Samples were analyzed by 8% SDS-PAGE followed by silver staining. The mature recombinant neprosin (rNpr1) appeared to be slightly smaller than the endogenous neprosin (Npr1, lane 5) isolated from Nepenthes digestive fluid. The difference was confirmed to arise from glycosylation. Supplementary Figures 1-13 4 Fig. S3 . SDS-PAGE analysis of BSA digested with neprosin in the presence of urea in different concentrations up to 8 M. Reduced BSA (0.05 mg mL -1 ) was incubated with recombinant neprosin in 100 mM Gly-HCl pH 2.5 and the indicated urea concentration at 37 °C for 1 hour. The reaction was analyzed by 8% SDS-PAGE and followed by silver staining. Supplementary Figures 1-13 5 Legend for identified PTMs is provided in the figure.
